Introduction {#s1}
============

Adipose tissue is a major storehouse for excess energy and has recently been shown to be an endocrine tissue critical for the generation of hormones and cytokines involved in energy metabolism ([@bib16]). Abnormalities in adipocyte differentiation or functions may result in the development of metabolic syndrome by inducing insulin resistance, and these abnormalities are likely to be induced in part by inappropriate regulation of gene expression required for adipocyte differentiation or functions.

The conversion of preadipocytes to mature adipocytes is a strictly controlled process regulated by a series of transcriptional activators. Both in vivo and in vitro studies have shown that peroxisome proliferator-activated receptor γ (PPARγ) and three CCAAT/enhancer family members (α, β, and δ) are essential regulators of adipogenesis ([@bib60]; [@bib68]; [@bib3]; [@bib25]; [@bib53]). The adipogenic program is generally composed of two steps. The first step is initiated by adipogenic stimuli that induce early adipogenic activators including C/EBPβ, C/EBPδ and Krüppel-like factors (KLFs) and lead to the formation of early enhanceosomes ([@bib40]; [@bib44]). In the second step, these early enhanceosomes induce late adipogenic activators including PPARγ and C/EBPα that lead to terminal differentiation by inducing genes necessary for the characteristics of mature adipocytes ([@bib47]; [@bib31]).

Recent studies using high-throughput sequencing have shown that transcriptional activators do not function individually but rather cooperate with other activators and form hotspots at specific genomic regions ([@bib39]; [@bib7]; [@bib22]; [@bib49]; [@bib6]; [@bib18]). In addition, the existence of super-enhancers has been recently reported ([@bib34]; [@bib67]). Super-enhancers are large genomic domains occupied by master transcriptional activators and mediators, which induce expression of genes that define cell identity, and are especially characterized by a large amount of localization of Mediator subunit 1 (MED1). During the early phase of adipogenic differentiation, hotspots are central constituents in super-enhancers and have been suggested to cooperate with super-enhancers to drive the differentiation process ([@bib50]). A previous study showed that C/EBPβ, C/EBPδ, CREB1 and PPARγ function as candidate master transcriptional activators in adipose tissue ([@bib23]). Of those master transcriptional activators, PPARγ plays a central role in adipogenesis, whereas other factors cannot induce adipocyte differentiation in the absence of PPARγ ([@bib13]; [@bib48]).

PPARγ has two isoforms, PPARγ1 and PPARγ2. These two isoforms are generated from alternate promoter usage and splicing, and PPARγ2 contains 30 additional amino acids at the amino-terminus ([@bib70]; [@bib12]; [@bib61]). PPARγ1 is ubiquitously expressed and PPARγ2 is strictly expressed in adipose tissues, while both isoforms are strongly induced during adipocyte differentiation. Although ectopic expression of either of the PPARγ isoforms can induce adipocyte differentiation, PPARγ2 is thought to play a more central role in this process ([@bib41]; [@bib69]). It has been reported that PPARγ expression and activity are regulated at different levels such as transcription, protein degradation and post-translational modification ([@bib62]; [@bib11]; [@bib1]; [@bib30]).

Tripartite motif-containing (TRIM) proteins (also known as E3 ubiquitin--protein ligases) are characterized by the presence of a RING finger, one or two zinc-binding motifs called B-boxes, and an associated coiled-coil region (RBCC), and there are currently known to be 77 TRIM proteins in humans. TRIM family proteins are involved in a broad range of biological processes, and their alterations result in diverse pathological conditions ([@bib37]; [@bib45]; [@bib21]). TRIM23 is a member of the TRIM family and possesses carboxy-terminal ARF (ADP ribosylation factor) domains. A recent study has shown that TRIM23 mediates atypical lysine 27 (K27)-linked polyubiquitin conjugation to NEMO, which plays an important role in the NFκB pathway, and this conjugation is essential for TLR3- and RIG-I/MDA5-mediated antiviral innate and inflammatory responses ([@bib2]).

In this study, we identified TRIM23 as a novel factor that regulates PPARγ protein stability, possibly via atypical ubiquitin conjugation to PPARγ. TRIM23 knockdown caused reduction of PPARγ protein levels, which were restored by treatment with a proteasome inhibitor, leading to a severe defect in adipogenic differentiation. TRIM23 is dispensable for the early adipogenic program but is indispensable for the late adipogenic program. By controlling PPARγ abundance, TRIM23 functions as a regulator for a critical link between early and late enhanceosomes.

Results {#s2}
=======

TRIM23 is expressed in mouse adipose tissue during adipogenesis {#s2-1}
---------------------------------------------------------------

To determine whether TRIM23 is involved in adipocyte differentiation, we first examined the expression of TRIM23 during differentiation of 3T3-L1 cells and in mouse adipose tissue. Real-time PCR analysis and immunoblot analysis revealed that TRIM23 was expressed in preadipocytes and that mRNA and protein levels slightly increased during adipogenesis ([Figure 1A,B](#fig1){ref-type="fig"}). Consistent with these results, TRIM23 was found to be predominantly expressed in the preadipocyte-containing stromal vascular fraction (SVF) at a level as high as that in the mature adipocyte fraction ([Figure 1C](#fig1){ref-type="fig"}). We also measured *Trim23* expression in a model of diet-induced obesity, and we found no significant difference between the expression levels in mice receiving the high-fat diet and those receiving the control chow ([Figure 1C](#fig1){ref-type="fig"}). We next examined the subcellular localization of TRIM23. We fractionated 3T3-L1 cells into nuclear extracts and cytoplasmic S100 fraction, and we found that a large amount of TRIM23 was distributed in the cytoplasm ([Figure 1D](#fig1){ref-type="fig"}).10.7554/eLife.05615.003Figure 1.TRIM23 is expressed during adipocyte differentiation.(**A**) Real-time PCR analysis of mRNA expression of *Trim23* during 3T3-L1 differentiation. Total RNA was isolated from 3T3-L1 cells on the indicated days. *Trim23* mRNA was normalized to that of *Gtf2b*. (**B**) Immunoblot analysis of TRIM23 and PPARγ protein during 3T3-L1 cell differentiation. (**C**) Real-time PCR analysis of mRNA expression of *Trim23* in mouse adipose tissue. *Trim23* mRNA was normalized to that of *Gtf2b*. (**D**) Subcellular localization of TRIM23. Nuclear extracts and cytoplasmic S100 fraction were prepared from 3T3-L1 cells, and immunoblot analysis of TRIM23, HDAC1, and GAPDH was performed.**DOI:** [http://dx.doi.org/10.7554/eLife.05615.003](10.7554/eLife.05615.003)

TRIM23 is required for adipogenesis {#s2-2}
-----------------------------------

We next examined whether TRIM23 expression was necessary for adipocyte differentiation. Two different shRNAs (shTRIM23a and shTRIM23b) and a non-targeting control shRNA (shControl) were introduced into 3T3-L1 preadipocytes using retroviral vectors. One shRNA (shTRIM23a) efficiently depleted and the other (shTRIM23b) weakly depleted TRIM23 expression levels in 3T3-L1 preadipocytes relative to shControl ([Figure 2A](#fig2){ref-type="fig"}). These cells were stimulated to differentiate, and the ability to undergo differentiation to mature adipocytes was evaluated by determination of lipid accumulation using Oil Red O staining, direct measurement of intracellular triglyceride contents and determination of relative mRNA levels of adipocyte-specific genes including *Fabp4*, *Cidec*, *Klf15*, *Adipoq*, and *Retn*. Remarkably, TRIM23 knockdown significantly decreased lipid accumulation and markedly impaired the induction of adipocyte-specific genes ([Figure 2B--D](#fig2){ref-type="fig"} and [Figure 2---figure supplement 1](#fig2s1){ref-type="fig"}). To test whether this regulatory network is relevant to human adipocytes, we introduced siRNA into human primary visceral preadipocytes and differentiated them to mature adipocytes. Consistent with the results for mouse 3T3-L1 cells, TRIM23 knockdown significantly decreased lipid accumulation ([Figure 2B](#fig2){ref-type="fig"} and [Figure 2---figure supplement 2](#fig2s2){ref-type="fig"}). These findings indicate that TRIM23 is required for efficient conversion of preadipocytes to mature adipocytes. It has been shown that most adipocyte-specific genes are PPARγ target genes ([@bib31]; [@bib43]). We next examined the occupancy of PPARγ at a well-described PPARγ target gene, *Fabp4*, during adipocyte differentiation. PPARγ forms heterodimers with RXRα, which specifically bind to PPAR response elements (PPREs). It has been reported that PPARγ is recruited to two PPREs located 5500 bp upstream from the transcriptional start site (TSS) of the *Fabp4* gene, and this recruitment mediates activation of the *Fabp4* gene ([Figure 2E](#fig2){ref-type="fig"}) ([@bib59]; [@bib42]). We found that TRIM23 depletion decreased the occupancy of PPARγ on the enhancer PPRE at day 4 using chromatin immunoprecipitation (ChIP)-qPCR analysis ([Figure 2F](#fig2){ref-type="fig"}). It has been shown that some subunits of Mediator complex are necessary for the adipogenic process. MED14 is required for full activation of PPARγ-mediated transcription and adipocyte differentiation in vitro, and MED23 is required for the early transcriptional events during adipogenesis ([@bib66]; [@bib20]). MED1 is also required for adipogenesis in vitro ([@bib17]). We tested the occupancy of MED1, one of the Mediator subunits, and found that TRIM23 depletion reduced the occupancy of MED1 at the *Fabp4* gene at day 4 ([Figure 2G](#fig2){ref-type="fig"}). We also found reduced occupancy of Pol II at the *Fabp4* gene in TRIM23 knockdown cells ([Figure 2H](#fig2){ref-type="fig"}). These findings suggest that the adipogenic defect by TRIM23 knockdown is caused by reduced PPARγ recruitment and subsequent reduced transcriptional activation on the target genes.10.7554/eLife.05615.004Figure 2.TRIM23 is required for 3T3-L1 adipocyte differentiation.(**A**) Immunoblot analysis of TRIM23 knockdown before induction of adipogenesis is shown. (**B**) Cells were stained with Oil Red O to visualize the accumulation of lipid droplets at day 6. (**C**) The amounts of intracellular triacylglyceride (TG) were quantified at day 6. (**D**) RNA levels of *Gtf2b* and *Fabp4* were determined by real-time PCR at days 0, 2, 4 and 6. Expression level of each gene was normalized to that of the *Gtf2b*. (**E**) Schematic representation of the *Fabp4* gene. The locations of the sequences amplified in the ChIP are shown at the bottom in base pairs relative to the *Fabp4* transcriptional start site. (**F**, **G** and **H**) ChIP analysis of PPARγ (**F**), MED1 (**G**), and Pol II (**H**) on the *Fabp4* gene during adipocyte differentiation. Ct values of each ChIP were normalized to that of input. All data represent means ± s.d. from three independent experiments. The p values for the indicated comparisons were determined by Student\'s *t* test (\*, p \< 0.05; \*\*, p \< 0.01).**DOI:** [http://dx.doi.org/10.7554/eLife.05615.004](10.7554/eLife.05615.004)10.7554/eLife.05615.005Figure 2---figure supplement 1.Quantitative analysis of *Trim23*, *Cidec*, *Klf15*, *Adipoq* and *Retn* mRNA during 3T3-L1 differentiation.mRNA levels of *Trim23*, *Cidec*, *Klf15*, *Adipoq* and *Retn* were determined by real-time PCR at days 0, 2, 4, and 6. Expression level of each gene was normalized to the level of *Gtf2b*.**DOI:** [http://dx.doi.org/10.7554/eLife.05615.005](10.7554/eLife.05615.005)10.7554/eLife.05615.006Figure 2---figure supplement 2.TRIM23 is required for human visceral preadipocyte differentiation.Short interfering RNAs targeting TRIM23 (siTRIM23) and a non-targeting control siRNA (siControl) were introduced into human primary visceral preadipocytes, and the preadipocytes were differentiated to mature adipocytes. Adipocytes were stained with Oil Red O to visualize the accumulation of lipid droplets at day 10.**DOI:** [http://dx.doi.org/10.7554/eLife.05615.006](10.7554/eLife.05615.006)

TRIM23 is required for induction of late adipogenic activators but not for induction of early adipogenic activators during adipogenesis {#s2-3}
---------------------------------------------------------------------------------------------------------------------------------------

We showed that TRIM23 knockdown reduces PPARγ recruitment to the enhancer and subsequent Pol II recruitment to the promoter at the target genes. To elucidate mechanisms of decreased PPARγ-mediated gene activation in TRIM23 knockdown 3T3-L1 cells, we investigated mRNA levels of several adipogenic transcription factors during adipogenesis. Real-time PCR analysis revealed that induction of early transcriptional factors, *Cebpb* and *Cebpd*, was largely unaffected during adipocyte differentiation and that the expression of late adipogenic activators, *Pparg* and *Cebpa*, was equally induced at day 2 but was significantly reduced from day 4 by TRIM23 depletion ([Figure 3](#fig3){ref-type="fig"}). These findings suggest that an adipogenic defect by TRIM23 knockdown is caused by the decreased expression of late adipogenic activators.10.7554/eLife.05615.007Figure 3.TRIM23 is required for induction of *Pparg1*, *Pparg2* and *Cebpa* but not for induction of *Cebpb* and *Cebpd* during adipogenesis.RNA levels of *Pparg*, *Cebpa*, *Cebpb* and *Cebpd* were determined by real-time PCR at days 0, 2, 4 and 6. Expression level of each gene was normalized to that of the *Gtf2b*. The data represent means ± s.d. from three independent experiments. The p values for the indicated comparisons were determined using Student\'s *t*-test (\*, p \< 0.05; \*\*, p \< 0.01).**DOI:** [http://dx.doi.org/10.7554/eLife.05615.007](10.7554/eLife.05615.007)

TRIM23 knockdown does not affect the occupancy of C/EBPβ and C/EBPδ at the PPARγ2 promoter during adipogenesis {#s2-4}
--------------------------------------------------------------------------------------------------------------

It has been reported that hormonal treatment of 3T3-L1 cells acutely induces the expression of C/EBPβ and C/EBPδ within a few hours after stimulation. These early transcriptional activators have also been shown to be recruited to their target sites including the *Pparg* locus ([@bib52]; [@bib49]). C/EBPβ marks a subset of early transcription factor hotspots and forms early enhanceosomes with other early adipogenic transcription factors ([@bib49]). These early enhanceosomes facilitate epigenetic modification and chromatin remodeling. To determine whether TRIM23 affects PPARγ induction, we investigated the expression levels of *Cebpb* and *Cebpd* and subsequent recruitment of C/EBPβ and C/EBPδ to the *Pparg* locus at the early phase of adipogenesis. As shown in [Figure 4A](#fig4){ref-type="fig"}, there were little differences in *Cebpb* and *Cebpd* mRNA levels between TRIM23 knockdown and controls. We next examined the possibility that TRIM23 affected the occupancy of C/EBPβ and C/EBPδ at the *Pparg* promoter during adipogenesis using ChIP-qPCR analysis ([Figure 4B,C](#fig4){ref-type="fig"}). As previously reported, C/EBPβ and C/EBPδ were enriched to their target sites, including *Pparg*, *Iqck*, and *Cav2* loci ([@bib49]), but TRIM23 depletion had no significant effect on this enrichment. These results suggest that TRIM23 functions at the downstream stage after recruitment of early adipogenic activators.10.7554/eLife.05615.008Figure 4.TRIM23 knockdown does not affect the induction and occupancy of C/EBPβ and C/EBPδ at the *Pparg* promoter during adipogenesis.(**A**) RNA levels of *Trim23*, *Cebpb* and *Cebpd* were determined by real-time PCR at 0, 6, 12, 24 and 48 hr. Expression level of each gene was normalized to that of *Gtf2b*. (**B**) Schematic representation of the *Pparg* promoters. The locations of the sequences amplified in the ChIP are shown at the bottom in base pairs relative to the *Pparg1* and *Pparg2* transcriptional start sites. (**C**) Occupancy of C/EBPβ and C/EBPδ on a subset of target genes at 4 hr. Ct values of each ChIP were normalized to that of input. (**D**) Cell proliferation analysis of 3T3-L1 cells during adipocyte differentiation. 3T3-L1 cells were counted at each time point. The data represent means ± s.d. from three independent experiments. The p values for the indicated comparisons were determined by Student\'s *t* test (\*, p \< 0.05; \*\*, p \< 0.01).**DOI:** [http://dx.doi.org/10.7554/eLife.05615.008](10.7554/eLife.05615.008)

During differentiation, growth-arrested 3T3-L1 preadipocytes synchronously re-enter the cell cycle and undergo several rounds of clonal expansion, called mitotic clonal expansion (MCE) ([@bib55]). MCE is required for expression of adipogenic proteins and progression of terminal differentiation. C/EBPβ has been shown to play a pivotal role in MCE ([@bib54]). To evaluate MCE in TRIM23-knockdown cells, we counted cell numbers during adipocyte differentiation ([Figure 4D](#fig4){ref-type="fig"}). However, there was no difference between TRIM23-knockdown cells and the corresponding control. These findings also support the idea that TRIM23 does not affect the activities of C/EBPβ. Taken together, we concluded that PPARγ2 expression by TRIM23 is not regulated through induction and occupancy of C/EBPβ and C/EBPδ at the *Pparg2* promoter.

Depletion of TRIM23 does not affect epigenetic marks and chromatin opening but decreases the occupancy of PPARγ itself and Pol II at the *Pparg* promoter {#s2-5}
---------------------------------------------------------------------------------------------------------------------------------------------------------

Activators such as C/EBPβ and C/EBPδ promote the recruitment of general transcriptional machinery composed of general transcription factors (GTFs) and RNA Pol II to form the pre-initiation complex (PIC) ([@bib32]; [@bib56]). To achieve this goal, activators recruit GTFs and Pol II directly or indirectly through binding to many cofactors. The transcription cofactors can be largely classified into two groups. The first group is composed of covalent histone-modifying enzymes and ATP-driven nucleosome remodelers to reorganize the chromatin architecture ([@bib4]; [@bib27]; [@bib36]). These factors create an open chromatin environment suitable for transcription. The second group consists of general cofactors such as the Mediator complex and the SAGA complex ([@bib58]). The Mediator complex is an evolutionarily conserved coregulatory complex that typically works in communication between activators and general transcription machinery ([@bib35]). It has been shown that some subunits of the Mediator complex are necessary for the adipogenic process ([@bib17]; [@bib66]; [@bib20]).

To clarify the steps of *Pparg* transcription at which TRIM23 acts after activator recruitment, we observed epigenetic changes at the *Pparg* promoters during adipogenesis by ChIP-qPCR analysis. Trimethylation of histone H3 lysine 4 (H3K4me3), acetylation of histone H3 lysine 27 (H3K27ac), and monomethylation of histone H4 lysine 20 (H4K20me1) correlate with gene activation and increase at the *Pparg* gene early in the differentiation process, whereas dimethylation of histone H3 lysine 9 (H3K9me2) correlates with gene repression and decreases during adipogenesis ([@bib15]; [@bib57]; [@bib64]; [@bib38]; [@bib65]). H3K4me3 and H3K27ac levels at *Pparg* gene increased during adipocyte differentiation, and there was little change caused by TRIM23 depletion ([Figure 5A,B](#fig5){ref-type="fig"}). There were no differences in H4K20me1 and H3K9me2 levels at day 2 between TRIM23-knockdown 3T3-L1 cells and corresponding control cells ([Figure 5---figure supplement 1](#fig5s1){ref-type="fig"}). These results indicate that TRIM23 does not affect epigenetic marks at the *Pparg* promoter. It has also been reported that the *Pparg* promoter is reorganized by ATP-driven nucleosome remodelers and that C/EBPβ binding is required for its chromatin opening. Therefore, we monitored chromatin opening using formaldehyde-assisted isolation of regulatory elements (FAIRE) analysis ([@bib19]). We performed FAIRE analysis at days 0 and 2, and we observed increased chromatin opening around the C/EBPβ binding sites on the *Pparg* promoter at day 2, while there was little difference caused by TRIM23 knockdown ([Figure 5C](#fig5){ref-type="fig"}). Since PPARγ by itself enhances the expression of PPARγ2 by binding to the *PPRE* at the *Pparg* promoter, we performed ChIP-qPCR analysis with a PPARγ antibody and found that the occupancy of PPARγ at the *Pparg* promoter was significantly decreased at day 4 by TRIM23 depletion ([Figure 5D](#fig5){ref-type="fig"}). In accordance with the data for PPARγ, the occupancy of Pol II at the *Pparg* promoter was equally increased at day 2 but was decreased at day 4, although there was little change in the occupancy of MED1 at day 2 and 4 by TRIM23 depletion ([Figure 5E,F](#fig5){ref-type="fig"}). Taken together, knockdown of TRIM23 did not affect formation of early enhanceosomes, epigenetic changes, chromatin remodeling, or recruitment of Pol II at the *Pparg* promoter during early adipocyte differentiation, but knockdown of TRIM23 reduced the formation of late enhanceosomes and the recruitment of Pol II during late adipogenic differentiation.10.7554/eLife.05615.009Figure 5.TRIM23 knockdown does not affect the epigenetic marks for activated genes and chromatin opening but decreases the occupancy of Pol II at the *Pparg* promoters.(**A** and **B**) ChIP analysis of H3K4me3 (**A**) and H3K27ac (**B**) at the *Pparg* promoters during adipocyte differentiation. Ct values of each ChIP were normalized to that of input. (**C**) Formaldehyde-assisted isolation of regulatory elements (FAIRE) analysis during adipocyte differentiation. The enrichment of fragmented genomic DNA in the FAIRE samples was analyzed and normalized to that of input. (**D**, **E** and **F**) ChIP analysis of PPARγ (**D**), MED1 (**E**), and Pol II (**F**) at the *Pparg* promoter during adipocyte differentiation. Ct values of each ChIP were normalized to that of input. All data represent means ± s.d. from three independent experiments. The p values for the indicated comparisons were determined by Student\'s *t* test (\*, p \< 0.05; \*\*, p \< 0.01).**DOI:** [http://dx.doi.org/10.7554/eLife.05615.009](10.7554/eLife.05615.009)10.7554/eLife.05615.010Figure 5---figure supplement 1.Depletion of TRIM23 does not affect H3K9me2 and H4K20me1 marks at the *Pparg* promoter.(**A**) Control IgG ChIP does not occupy a subset of gene promoters during adipogenesis. Ct values of each ChIP were normalized to that of input. (**B** and **C**) ChIP analysis of H3K9me2 (**B**) and H4K20me1 (**C**) at the *Pparg* promoter during adipocyte differentiation. Ct values of each ChIP were normalized to that of input. All data represent means ± s.d. from three independent experiments. The p values for the indicated comparisons were determined by Student\'s *t* test (\*, p \< 0.05; \*\*, p \< 0.01).**DOI:** [http://dx.doi.org/10.7554/eLife.05615.010](10.7554/eLife.05615.010)

TRIM23 does not affect PPARγ transcriptional activity in HEK293T cells {#s2-6}
----------------------------------------------------------------------

It has been reported that a positive feedback loop between C/EBPα and PPARγ expression supports the maintenance of the differentiated stage ([@bib47]). Both C/EBPα and PPARγ binding sites exist at the *Pparg* promoter, and PPARγ binding sites also exist at the *Cebpa* locus ([@bib13]; [@bib43]). PPARγ activates its own expression via direct targeting and/or via C/EBPα binding to the *Pparg* promoter. If transcriptional activity of PPARγ is directly enhanced by TRIM23, knockdown of TRIM23 should lead to decreased PPARγ expression. This hypothesis is important to clarify a discontinuity in PPARγ expression between early and late adipocyte differentiation. To examine whether TRIM23 mediates PPARγ expression via the transcriptional activity of PPARγ, we measured the activity using a dual luciferase system. TRIM23 showed slight suppression of PPARγ2-mediated transcriptional activity but did not show a dose-dependent relationship ([Figure 6A](#fig6){ref-type="fig"}). It has been reported that the transcriptional activity of PPARγ was modulated by SUMO-1 modification and that some TRIM proteins have SUMO E3 activities ([@bib62]; [@bib9]). We therefore investigated whether TRIM23 mediates SUMOylation of PPARγ2. Although PPARγ2 was definitely SUMOylated in cells, TRIM23 did not affect this modification ([Figure 6B](#fig6){ref-type="fig"}). These findings suggest that changes in the transcriptional activity of PPARγ were not critical for impairment of PPARγ induction in TRIM23-knockdown cells.10.7554/eLife.05615.011Figure 6.TRIM23 does not affect PPARγ2 transcriptional activity.(**A**) TRIM23 does not affect PPARγ-mediated transcriptional activity in HEK293T cells. The peroxisome proliferator-activated receptor response element firefly luciferase reporter vector (*PPRE--Luc*), pGL4.74 renilla luciferase reporter plasmid, and expression vectors encoding *TRIM23* and *Pparg* were transfected into HEK293T cells and the cells were incubated in culture medium containing 10% charcoal-treated fetal bovine serum for 24 hr. Cells were incubated with or without troglitazone (2 μM) for 24 hr, harvested, and quantified firefly luciferase and renilla luciferase mRNA with real-time PCR. The data represent means ± s.d. from three independent experiments. (**B**) TRIM23 does not promote SUMOylation of PPARγ2. An in vivo assay for SUMOylation of PPARγ2 by TRIM23 was performed. Expression vectors encoding FLAG-PPARγ2, Myc-TRIM23, and HA-SUMO1 were transfected into HEK293T cells. Cell lysates were immunoprecipitated with anti-FLAG antibody and then immunoblot analysis was performed to detect modifications of PPARγ2.**DOI:** [http://dx.doi.org/10.7554/eLife.05615.011](10.7554/eLife.05615.011)

TRIM23 knockdown affects the stability of PPARγ1 and PPARγ2 proteins {#s2-7}
--------------------------------------------------------------------

To elucidate the mechanism of reduction of PPARγ expression by TRIM23 knockdown during late adipogenesis, we examined the expression of adipogenic activators during adipocyte differentiation at the protein level. Immunoblot analysis revealed that TRIM23 knockdown did not affect induction of early adipogenic activators but that TRIM23 knockdown impaired induction of late adipogenic activators ([Figure 7A](#fig7){ref-type="fig"}). Protein levels of PPARγ1 and PPARγ2 were already decreased at day 2 by TRIM23 knockdown ([Figure 7B](#fig7){ref-type="fig"}), whereas mRNA level of PPARγ1 was hardly reduced and that of PPARγ2 was moderately reduced in TRIM23-knockdown cells ([Figure 3](#fig3){ref-type="fig"}). Since the amount of PPARγ protein was more greatly reduced than the amount of *Pparg* mRNA in TRIM23-knockdown cells, we speculated that the stability of PPARγ protein was impaired by TRIM23 knockdown. It has been reported that the stability of PPARγ protein is regulated by the ubiquitin proteasome systems ([@bib14]). To determine whether reduction of PPARγ protein in TRIM23-knockdown cells depends on proteasome activity, we observed the levels of PPARγ protein in the presence and absence of a proteasome inhibitor, MG132. 3T3-L1 cells were differentiated for 48 hr and subsequently treated with MG132. Immunoblot analysis showed that administration of MG132 blocked the reduction of both PPARγ1 and PPARγ2 protein levels in TRIM23-knockdown cells ([Figure 7C](#fig7){ref-type="fig"}). We also examined protein levels of PPARγ in preadipocytes and found that administration of MG132 blocked the reduction of PPARγ in TRIM23-knockdown cells ([Figure 7---figure supplement 1](#fig7s1){ref-type="fig"}). These findings indicated that the presence of TRIM23 is sufficient to inhibit degradation of PPARγ not only in a differentiating state but also in an undifferentiated state. Next, we examined the protein stability of PPARγ1 and PPARγ2. TRIM23-knockdown 3T3-L1 cells and the corresponding control cells were differentiated by the differentiation cocktail for 48 hr, and were subsequently treated with MG132 for 6 hr and with cycloheximide (CHX) for the indicated times. TRIM23 knockdown promoted the degradation of PPARγ1 and PPARγ2 ([Figure 7D,E](#fig7){ref-type="fig"}). These results suggest that TRIM23 stabilized PPARγ1 and PPARγ2 proteins during adipocyte differentiation.10.7554/eLife.05615.012Figure 7.TRIM23 stabilizes PPARγ2.(**A**) Immunoblot analysis of C/EBPα, C/EBPβ, C/EBPδ and PPARγ proteins during 3T3-L1 cell differentiation. (**B**) The intensity of the immunoreactive bands of PPARγ2 obtained by immunoblot analysis with anti-PPARγ antibody was determined relative to that obtained with anti-β-actin antibody. (**C**) Immunoblot analysis of PPARγ protein in the absence and presence of MG132. 3T3-L1 cells with stable knockdown of TRIM23 or the corresponding control cells were differentiated by the differentiation cocktail for 48 hr and subsequently treated with 10 μM of MG132 for 6 hr (**D**) 3T3-L1 cells with stable knockdown of TRIM23 or the corresponding control cells were differentiated by the differentiation cocktail for 48 hr and subsequently treated with 10 μM of MG132 for 6 hr, followed by cycloheximide (CHX) treatment (5 μM) for 0, 1, 2 or 4 hr. The cell lysates were subjected to immunoblot analysis with an anti-PPARγ, anti-TRIM23 or anti-β-actin antibody. β-actin is shown as a loading control. The result is representative of two independent experiments. (**E**) The intensity of the PPARγ1 and PPARγ2 bands was normalized to that of the corresponding β-actin bands shown in (**D**) and is indicated as a percentage of the normalized value at 0 hr.**DOI:** [http://dx.doi.org/10.7554/eLife.05615.012](10.7554/eLife.05615.012)10.7554/eLife.05615.013Figure 7---figure supplement 1.The presence of TRIM23 is sufficient to inhibit basal degradation of PPARγ.Immunoblot analysis of PPARγ protein in the absence and presence of MG132. 3T3-L1 preadipocytes with stable knockdown of TRIM23 or the corresponding control cells were treated with MG132 (10 mM) for 6 hr.**DOI:** [http://dx.doi.org/10.7554/eLife.05615.013](10.7554/eLife.05615.013)

TRIM23 functions as an E3 ubiquitin ligase for PPARγ2 {#s2-8}
-----------------------------------------------------

Since it has been shown that TRIM23 is a putative E3 ubiquitin ligase and mediates atypical polyubiquitin conjugation to NEMO, we hypothesized that TRIM23 was involved in the stability of PPARγ protein via its E3 ligase activity ([@bib2]). We next examined whether TRIM23 binds to and ubiquitinates PPARγ2. Using immunoprecipitation assays in HEK293T cells, we detected overexpressed HA-PPARγ2 in a protein complex with FLAG-TRIM23 ([Figure 8A](#fig8){ref-type="fig"}). This interaction was not affected by the treatment of troglitazone ([Figure 8B](#fig8){ref-type="fig"}). We also found that endogenous PPARγ2 was co-precipitated with FLAG-TRIM23 ([Figure 8C](#fig8){ref-type="fig"}). Furthermore, we found that TRIM23 facilitated ubiquitination of PPARγ2 in vivo and in vitro ([Figure 8D,E](#fig8){ref-type="fig"}). We next examined which domain of TRIM23 was required for adipocyte differentiation. 3T3-L1 cells were infected with a retrovirus expressing shRNA for TRIM23 (shTRIM23a) or a non-targeting control shRNA (shControl) and were subsequently infected with a retrovirus expressing control or shRNA-resistant FLAG-TRIM23 deletion mutants ([Figure 8F](#fig8){ref-type="fig"}). Expression levels of TRIM23 were verified by immunoblot analysis ([Figure 8G](#fig8){ref-type="fig"}). These cells were induced to differentiate, and the ability to undergo differentiation to mature adipocytes was evaluated by determination of lipid accumulation using Oil Red O staining. As expected, even a small amount of wild-type TRIM23 expression rescued lipid accumulation; however, a larger amount of TRIM23 deletion mutants failed to rescue lipid accumulation, indicating that both an amino-terminal RING finger domain, which is a ubiquitin ligase catalytic domain, and a carboxy-terminal ARF domain were required for adipocyte differentiation ([Figure 8H](#fig8){ref-type="fig"}). These results suggest that ubiquitin conjugation to PPARγ by TRIM23 plays an important role in adipocyte differentiation.10.7554/eLife.05615.014Figure 8.TRIM23 interacts with PPARγ2 and promotes ubiquitination of PPARγ2.(**A**) In vivo assay for interaction between TRIM23 and PPARγ2. FLAG-TRIM23 and HA-PPARγ2 were transfected into HEK293T cells. Lysates were immunoprecipitated with anti-FLAG antibody and immunoblotted with anti-FLAG and anti-HA antibodies. (**B**) In vivo assay for interaction between TRIM23 and PPARγ2 with or without troglitazone (1 μM). FLAG-TRIM23 and HA-PPARγ2 were transfected into HEK293T cells. Coimmunoprecipitation assays were performed using the cell extract from these cells with anti-FLAG antibody in the presence or absence of 1 μM troglitazone. (**C**) In vivo assay for interaction between TRIM23 and PPARγ2. 3T3-L1 cells stably expressing FLAG-TRIM23 were generated, differentiated, and harvested at day 6. Whole cell lysates were immunoprecipitated with anti-FLAG antibody and then immunoblot analysis was performed with anti-FLAG and anti-PPARγ antibodies. (**D**) In vivo assay for ubiquitination of PPARγ2 by TRIM23. FLAG-PPARγ2, Myc-TRIM23, and HA-ubiquitin (HA-Ub) were transfected into HEK293T cells. Cell lysates were immunoprecipitated with anti-FLAG antibody and then immunoblot analysis was performed to detect ubiquitination of PPARγ2. (**E**) Promotion of in vitro PPARγ2 polyubiquitination by TRIM23. An in vitro ubiquitination assay was performed with the indicated combinations of ATP, HA-Ub, His~6~-E1, His~6~-E2 (UbcH5B), His~6~-GST-TRIM23-FLAG, and GST-PPARγ2. Reaction mixtures were subjected to immunoblot analysis with anti-PPARγ (top), anti-HA (middle) or anti-FLAG (bottom). The positions of GST-PPARγ2 or His~6~-GST-TRIM23-FLAG modified by various numbers of HA-Ub moieties are indicated. (**F**) Schematic representation of TRIM23 deletion mutants is shown. Protein motifs are indicated. RING, ring-finger domain; B-box, B-box domain; CC, coiled-coil domain; ARF, ADP ribosylation factor domain. (**G**) Immunoblot analysis of ectopic expression of TRIM23 deletion mutants in TRIM23-knockdown 3T3-L1 cells before induction of adipogenesis. (**H**) Cells were stained with Oil Red O to visualize the accumulation of lipid droplets at day 6.**DOI:** [http://dx.doi.org/10.7554/eLife.05615.014](10.7554/eLife.05615.014)

TRIM23 mediates atypical polyubiquitin conjugation, leading to reduced recognition by the proteasomal ubiquitin receptor S5a {#s2-9}
----------------------------------------------------------------------------------------------------------------------------

Degradative polyubiquitin chains are targeted to proteasomes through ubiquitin receptors including S5a/Rpn10 and Rad23. We next examined the binding of ubiquitinated PPARγ to GST-ubiquitin receptors and found that ubiquitinated PPARγ purified from cells exogenously expressing TRIM23 bound less efficiently to S5a than did that from cells without exogenous expression of TRIM23. In contrast, HR23B bound to ubiquitinated PPARγ from both cells with and those without exogenous expression of TRIM23 ([Figure 9A](#fig9){ref-type="fig"}). These findings indicate that TRIM23-dependent modification of PPARγ in vivo decreased its recognition by 26S proteasome in a manner dependent on the proteasome subunit S5a/Rpn10. It is well known that K48-linked ubiquitin chains are responsible for proteasomal degradation and that K63-linked chains are involved in various cell signaling processes, though the roles of other atypical ubiquitin linkages through M1, K6, K11, K27, K29 or K33 or mixed linkages within the same chain remain unclear ([@bib29]). We hypothesized that TRIM23 mediates atypical ubiquitination of PPARγ to inhibit its degradation. We performed an in vitro ubiquitination assay using methylated ubiquitin or various ubiquitin mutants (all Lys mutated to Arg except the indicated Lys residue) to study the TRIM23-mediated ubiquitin-linkages of PPARγ. Intriguingly, TRIM23 mediated ubiquitin conjugation to PPARγ in the presence of methylated ubiquitin and amino-terminally His~6~-tagged no Lys (K0) ubiquitin ([Figure 9B](#fig9){ref-type="fig"}). Considering that methylated ubiquitin is unable to form polyubiquitin chains and that amino-terminally His~6~-ubiquitin mutants interfere with linear ubiquitin conjugation, these findings indicated that TRIM23 ubiquitinated PPARγ at multiple sites. Furthermore, TRIM23 more efficiently mediated ubiquitin conjugation in the presence of untagged K0 ubiquitin or His~6~-K27 ubiquitin ([Figure 9B](#fig9){ref-type="fig"}), suggesting that TRIM23 can conjugate linear and K27-linked polyubiquitin chains to PPARγ. To confirm that this atypical ubiquitination of PPARγ is responsible for reduced recognition by 26S proteasome, we performed an in vitro binding assay using PPARγ ubiquitinated by TRIM23 and GST-ubiquitin receptors including HR23B and S5a. Consistent with the results shown in [Figure 9A](#fig9){ref-type="fig"}, although GST-HR23B efficiently bound to M1- and K27-Ub conjugates on PPARγ2, GST-S5a poorly pulled down the conjugates ([Figure 9C,D](#fig9){ref-type="fig"}). Taken together, these findings suggested that atypically ubiquitinated PPARγ by TRIM23 decreased its recognition by 26S proteasome, leading to resistance to proteasomal degradation.10.7554/eLife.05615.015Figure 9.TRIM23 mediates atypical polyubiquitin conjugation of PPARγ2, leading to reduced recognition of ubiquitinated PPARγ2 by the proteasomal ubiquitin receptor S5a.(**A**) PPARγ2 polyubiquitination by TRIM23 leads to reduced recognition by the proteasomal ubiquitin receptor S5a. HEK293T cells transiently transfected with plasmids encoding FLAG-PPARγ2 and/or HA-TRIM23 were lysed. GST, GST-HR23B, and GST-S5a were resuspended with cell lysates, followed by pull-down with glutathione Sepharose beads. Samples were separated by SDS-PAGE, followed by immunoblotting using the indicated antibodies. (**B**) In vitro PPARγ2 polyubiquitination by TRIM23. An in vitro ubiquitination assay was performed with the indicated combinations of ATP, various ubiquitin mutants, His~6~-E1, E2 (UbcH5C), His~6~-GST-TRIM23-FLAG, and GST-PPARγ2. Reaction mixtures were subjected to immunoblot analysis with anti-PPARγ (top), anti-TRIM23 (middle) or anti-Ub (bottom) antibodies. The positions of GST-PPARγ2 or His~6~-GST-TRIM23-FLAG modified by various numbers of ubiquitin moieties are indicated. (**C** and **D**) Conjugation of PPARγ2 with M1- and/or K27-linked polyubiquitin chains leads to reduced recognition by the proteasomal ubiquitin receptor S5a. An in vitro ubiquitination assay was performed with the indicated combinations of ATP, ubiquitin mutants, His~6~-E1, E2 (UbcH5C), TRIM23-FLAG, and PPARγ2. Reaction mixtures were subjected to GST pull-down assay. PPARγ2-ubiquitin conjugates were incubated with GST-S5a (**C**) or GST-HR23B (**D**) prebound to glutathione Sepharose beads. Samples were separated by SDS-PAGE, followed by immunoblotting using a PPARγ antibody. Equivalent amounts of bound and unbound fractions were loaded in each lane.**DOI:** [http://dx.doi.org/10.7554/eLife.05615.015](10.7554/eLife.05615.015)

Ectopic expression of PPARγ2 rescues the adipogenic defect in TRIM23-knockdown 3T3-L1 cells {#s2-10}
-------------------------------------------------------------------------------------------

Our data suggest that the defect in adipogenesis by TRIM23 knockdown was caused at least through the decreased expression of PPARγ2. Therefore, we expected that overexpression of PPARγ2 at an abundance that is sufficient to overcome the instability of PPARγ2 protein should rescue the adipogenic defect by TRIM23 knockdown. To confirm this hypothesis, 3T3-L1 cells were infected with a retrovirus expressing shRNA for TRIM23 (shTRIM23a) or a non-targeting control shRNA (shControl) and were subsequently infected with a retrovirus expressing HA-PPARγ2 or control. Expression levels of PPARγ2 and TRIM23 were verified by immunoblot analysis ([Figure 10A](#fig10){ref-type="fig"} and [Figure 10---figure supplement 1](#fig10s1){ref-type="fig"}). TRIM23 knockdown was maintained in spite of ectopic expression of PPARγ2 during adipocyte differentiation ([Figure 10B](#fig10){ref-type="fig"}). These cells were induced to differentiate, and the ability to undergo differentiation to mature adipocytes was evaluated by the determination of lipid accumulation using Oil Red O staining ([Figure 10C](#fig10){ref-type="fig"}) and determination of relative mRNA levels of adipocyte-specific genes ([Figures 10D](#fig10){ref-type="fig"} and [Figure 10---figure supplement 1](#fig10s1){ref-type="fig"}). Ectopic expression of PPARγ2 remarkably rescued lipid accumulation in TRIM23-knockdown cells and the induction of adipocyte-specific genes. The induction of early transcriptional factors, C/EBPβ and C/EBPδ, in TRIM23-depleted cells with ectopic expression of PPARγ2 was largely rescued to levels comparable to those in control 3T3-L1 cells during adipocyte differentiation, except for sustained high expression level of C/EBPβ after day 4 ([Figure 10---figure supplement 1](#fig10s1){ref-type="fig"}). These findings suggest that TRIM23 functions in the upstream stage of PPARγ induction during adipogenesis.10.7554/eLife.05615.016Figure 10.PPARγ2 expression rescues the adipogenesis defect in TRIM23-knockdown 3T3-L1 cells.(**A**) Immunoblot analysis of ectopic PPARγ2 expression before induction of adipogenesis is shown. (**B**) Changes in *Trim23* mRNA during adipocyte differentiation in 3T3-L1 cells. Total RNA was isolated from 3T3-L1 cells on the indicated days of differentiation. *Trim23* mRNA was determined by real-time PCR and normalized to that of *Gtf2b*. (**C**) Cells were stained with Oil Red O to visualize the accumulation of lipid droplets at day 6. (**D**) RNA levels of *Fabp4*, *Cebpa*, and *Pparg* were determined by real-time PCR at days 0, 2, 4 and 6 of differentiation. Expression level of each gene was normalized to the level of *Gtf2b*. The data represent means ± s.d. from three independent experiments. The p values for the indicated comparisons were determined using Student\'s *t*-test (\*p \< 0.05; \*\*p \< 0.01). (**E**) Model for TRIM23 function in PPARγ abundance during adipocyte maturation. Several adipogenic stimuli activate early adipogenic activators such as C/EBPβ, C/EBPδ, glucocorticoid receptor (GR) and signal transducer and activator of transcription 5a (STAT5a). These activators then induce late adipogenic activators including PPARγ and C/EBPα. TRIM23 mediates atypical polyubiquitin conjugation to PPARγ and may stabilize the PPARγ protein. TRIM23 plays a critical role in the switching from early to late adipogenic enhanceosomes by regulating the abundance of PPARγ.**DOI:** [http://dx.doi.org/10.7554/eLife.05615.016](10.7554/eLife.05615.016)10.7554/eLife.05615.017Figure 10---figure supplement 1.PPARγ2 expression rescues the adipogenesis defect that occurred in TRIM23-knockdown 3T3-L1 cells.(**A**) Immunoblot analysis of PPARγ and C/EBPα protein during 3T3-L1 differentiation. (**B**) RNA levels of *Cidec*, *Klf15*, *Cebpb*, *Adipoq*, *Retn* and *Cebpd*, were determined by real-time PCR at days 0, 2, 4, and 6. Expression level of each gene was normalized to that of *Gtf2b*. The data represent means ± s.d. from three independent experiments. The p values for the indicated comparisons were determined using Student\'s *t*-test (\*p \< 0.05; \*\*p \< 0.01).**DOI:** [http://dx.doi.org/10.7554/eLife.05615.017](10.7554/eLife.05615.017)

Discussion {#s3}
==========

Adipocyte differentiation is tightly regulated by a complicated transcriptional cascade. PPARγ plays a central role in the late phase of adipogenesis. Thus, elucidation of the mechanisms that regulate PPARγ expression is essential for understanding adipocyte differentiation. In this study, we showed that TRIM23 knockdown in preadipocytes results in decreased expression of PPARγ and a severe defect in late adipogenic differentiation. Ectopic expression of PPARγ2 rescues the adipogenic defect induced by TRIM23 knockdown. Therefore, we further investigated the mechanism by which TRIM23 regulates the expression of PPARγ.

A considerable number of studies have shown the importance of transcriptional regulation of *Pparg* gene expression. Early adipogenic activators such as C/EBPβ and C/EBPδ provoked by adipogenic stimuli induce low expression levels of PPARγ1, PPARγ2 and C/EBPα ([@bib68]; [@bib26]). Then PPARγ and C/EBPα directly induce each other\'s high expression level that supports the maintenance of the differentiated stage ([@bib47]). The binding of activators to enhancer DNA elements promotes the recruitment of GTFs and Pol II to the promoter DNA in order to form a PIC ([@bib32]; [@bib56]). Activators also mediate the recruitment of covalent histone-modifying enzymes and ATP-driven nucleosome remodeling complexes to the promoter to reorganize the chromatin architecture to be competent for transcription, leading to transcription initiation ([@bib4]; [@bib27]; [@bib36]). To elucidate the mechanism of reduced PPARγ expression by TRIM23 knockdown, we investigated the occupancy of activators such as C/EBPβ and C/EBPδ, epigenetic marks by ChIP-qPCR analysis and the degree of chromatin opening by FAIRE analysis at the *Pparg* promoters. However, there were no substantial changes in these during the early phase of differentiation, and we therefore concluded that recruitment of early activators and PIC formation were not affected by TRIM23. An apparent change observed in TRIM23-knockdown cells was a decrease in the occupancy of PPARγ and Pol II at the *Pparg* locus during the late phase of differentiation, during which PPARγ and C/EBPα support the high expression level of each other through a positive feedback loop. Therefore, this change caused by TRIM23 knockdown was likely to be provoked by impaired positive-feedback regulation of late adipogenic activators.

We examined the expression of adipogenic activators in detail, and we found that the protein level of PPARγ2 was already decreased at day 2 by TRIM23 knockdown ([Figure 7B](#fig7){ref-type="fig"}), whereas the mRNA level of *Pparg* was moderately reduced in TRIM23-knockdown cells ([Figure 3](#fig3){ref-type="fig"}). We therefore speculated that TRIM23 regulates PPARγ expression at the protein level. Although numerous studies have focused on the regulation of *Pparg* expression at the transcriptional level, information on regulation of PPARγ at the protein level remains limited. The stability of PPARγ protein is regulated by the ubiquitin proteasome pathway, and PPARγ is actually an unstable protein (t½ = 2 hr) ([@bib63]; [@bib8]). Seven-in-absentia homolog 2 (Siah2) facilitates ubiquitination and degradation of PPARγ in vivo, but it is unclear whether Siah2 directly ubiquitinates PPARγ in vitro ([@bib28]). It has also been reported that PPARγ by itself acts as an E3 ubiquitin ligase and mediates K48-linked polyubiquitination and degradation of p65, suggesting that PPARγ as an E3 ligase is critical to terminate NFκB signaling ([@bib24]). PPARγ forms polyubiquitin chains without a substrate using UBCH3 as E2 in vitro, while it has not been determined whether PPARγ is autoubiquitinated or not. In this study, we showed that TRIM23 conjugates atypical polyubiquitin chains including M1- and K27-linked ubiquitin chains to PPARγ, leading to reduced binding to the proteasomal ubiquitin receptor S5a. Functions regulated by K48- and K63-linked ubiquitin chains have been extensively studied. Past studies have established that K48-linked chains are responsible for proteasomal degradation and that K63-linked chains are involved in various cell signaling processes. Recently, roles of other atypical ubiquitin linkages through K6, K11, K27, K29, K33, M1, or mixed linkages within the same chain have been shown ([@bib29]). It has been reported that E3 ubiquitin ligase Smad ubiquitination regulatory factor 1 (Smurf1) prevents orphan nuclear receptor Nur77 degradation through mediating its atypical ubiquitination via K6 and K27 linkage ([@bib33]). It has also been shown that RING type E3 ligase SCF^β-TrCP^ stabilizes the oncoprotein Myc by ubiquitination that requires K33, K48 and K63-linked ubiquitin chains, which antagonizes SCF^Fbw7^-mediated K48-linked polyubiquitin chain formation ([@bib46]). Moreover, Ring1B generates self-atypical mixed K6-, K27-, and K48-linked non-proteolytic polyubiquitin chains on itself, whereas E6AP leads to its degradation via ubiquitination of the same residues of Ring1B ([@bib5]). In this study, we showed that TRIM23 mediates atypical polyubiquitin conjugation including M1- and K27-linked ubiquitin chains to PPARγ and that ubiquitination of PPARγ by TRIM23 causes reduced recognition of PPARγ by 26S proteasome. Although the detailed mechanism remains to be elucidated, these findings suggest that M1- and/or K27-linked polyubiquitin chains to PPARγ lead to resistance to degradation via reduced recognition by 26S proteasome.

In conclusion, TRIM23 is a novel positive regulator of adipocyte maturation via control of switching from early to late adipogenic enhanceosomes through regulating the abundance of PPARγ (illustrated in [Figure 10E](#fig10){ref-type="fig"}). Results of further studies on TRIM23 may be useful for revealing the abnormalities in adipocyte differentiation and for providing a potential therapeutic target for obesity and diabetes mellitus.

Materials and methods {#s4}
=====================

Mice {#s4-1}
----

All experiments were performed according to the guidelines laid down by the Animal Welfare Committee of Hokkaido University and under institutional approval. For diet-induced obesity, male C57BL/6 mice were fed high-fat diet containing a 57-kcal% fat high-fat diet (Clea Japan, Inc., Tokyo, Japan) for 27 weeks starting at 8 weeks of age (n = 3). Simultaneously, a separate group of male C57BL/6 mice were fed a diet of normal chow (n = 3) containing 5 kcal% fat and served as lean controls. The epididymal fat pads were dissected and minced and then placed in 1 mg/ml collagenase (Sigma--Aldrich, St. Louis, Missouri) in PBS and incubated at 37°C with shaking for 30 min. The samples were then centrifuged at 300×*g* for 5 min at room temperature. The floating fraction was collected as adipocytes, whereas the precipitated fraction was collected as the SVF.

Cell culture and staining {#s4-2}
-------------------------

HEK293T cells were cultured under an atmosphere of 5% CO~2~ at 37°C in Dulbecco\'s modified Eagle\'s medium (Sigma--Aldrich) supplemented with 10% fetal bovine serum (FBS) (Gibco BRL, Paisley, UK). 3T3-L1 cells were cultured under the same conditions in DMEM with 10% calf serum (CS) (Equitech-Bio Inc., Kerrville, TX). Differentiation into mature adipocytes was induced by exposing the confluent cells to DMEM with 10% FBS for 2 days and to a conditioned medium supplemented with 0.5 mM IBMX, 1 μM dexamethasone, and 10 μg/ml insulin (induction medium) for 2 days. Cells were then incubated in a medium containing 5 μg/ml insulin. After 2 days, the medium was replaced with a conditioned medium. Subsequently, the conditioned medium was changed regularly every 2 days. Intracellular lipid accumulation was evaluated using Oil Red O staining. 3T3-L1 cells cultured on six-well plates were washed with PBS, fixed for 10 min with 10% formaldehyde in PBS, and stained for 30 min with Oil Red O solution (0.5% Oil Red O \[Sigma--Aldrich\] in isopropanol with Milli Q \[3:2 vol/vol\]). After the cells had been washed twice with 60% isopropanol and twice with PBS, lipid accumulation was evaluated. Intracellular triglyceride content was determined by Lab Assay Triglyceride (WAKO, Osaka, Japan) and normalized to the amounts of total cellular protein determined by a Bio-rad protein assay (Bio-Rad Laboratories Inc., Hercules, CA) according to each manufacturer\'s instructions. Culture and differentiation of human primary visceral preadipocytes (Poietics human visceral preadipocytes, Lonza Walkersville Inc., Walkersville, MD, USA) into adipocytes were performed according to the manufacturer\'s protocol.

Cloning of cDNAs and plasmid construction {#s4-3}
-----------------------------------------

Human *TRIM23* and mouse *Pparg2* cDNAs were amplified by PCR from HEK293T and 3T3-L1 cDNAs, respectively, by polymerase chain reaction (PCR) with KOD plus (Toyobo, Osaka, Japan). The primers used for the amplification are listed in [Table 1](#tbl1){ref-type="table"}. *TRIM23* and *Pparg2* cDNAs were ligated into the p3×FLAG vector (Invitrogen, Carlsbad, CA) and the pCGN-HA vector.10.7554/eLife.05615.018Table 1.List of SYBR Green primers for real-time PCR**DOI:** [http://dx.doi.org/10.7554/eLife.05615.018](10.7554/eLife.05615.018)GeneForward primerReverse primerPCR primers for cloning of cDNA *Trim23*AGGATGGCTACCCTGGTTGTAAACAAATCAAGCAACATCCAATACTCC *Pparg2*GTTATGGGTGAAACTCTGGGACTGCTAATACAAGTCCTTGTAOligonucleotides for shRNA *shTRIM23a*GATCCCCGAAGAAATGGCTCTAAGTGTTCAAGAGACACTTAGAGCCATTTCTTCTTTTTAAGCTTAAAAAGAAGAAATGGCTCTAAGTGTCTCTTGAACACTTAGAGCCATTTCTTCGGG *shTRIM23b*GATCCCCGGTAGATGTTAAATCGCATTTCAAGAGAATGCGATTTAACATCTACCTTTTTAAGCTTAAAAAGGTAGATGTTAAATCGCATTCTCTTGAAATGCGATTTAACATCTACCGGGqRT-PCR primers for gene expression *Adipoq*GCACTGGCAAGTTCTACTGCAAGTAGGTGAAGAGAACGGCCTTGT *Cebpa*TGCGCAAGAGCCGAGATAACGGTCATTGTCACTGGTCAACT *Cebpb*CAAGCTGAGCGACGAGTACAAGCTGCTCCACCTTCTTCTG *Cebpd*ATCGACTTCAGCGCCTACATGCTTTGTGGTTGCTGTTGAA *Cidec*AGCTAGCCCTTTCCCAGAAGTCAGGCAGCCAATAAAGTCC *Fabp4*CATCAGCGTAAATGGGGATTGTCGTCTGCGGTGATTTCAT *Klf15*CCCAATGCCGCCAAACCTATGAGGTGGCTGCTCTTGGTGTACATC *Pparg1 +2*TGCAGGAGCAGAGCAAAGAGCGGCTTCTACGGATCGAAAC *Pparg1*TGAAAGAAGCGGTGAACCACTGTGGCATCTCTGTGTCAACCATG *Pparg2*TGGCATCTCTGTGTCAACCATGGCATGGTGCCTTCGCTGA *Retn*TTTTCTTCCTTGTCCCTGAACTGGATCTTCTTGTCGATGGCTTCAT *Gtf2b*GTTCTGCTCCAACTTTTGCCTTGTGTAGCTGCCATCTGCACTT *Trim23*TTGGAATGGCTCACACAGAACACATGGGCATCAACAACACqPCR primers for ChIP *Pparg1 −1.0 kb*CTGTCTATCATGTGGGCTTCAGACCTTACACATAGGGTGGAGA *Pparg1 −0.4 kb*ACAAACTTCTCCATGACAGACACGCCTTGCTCCTCACAG *Pparg1 +0.3 kb*CTGCGTAACTGACAGCCTAACACTTGGTCACTCTCCGTCCT *Pparg2 −1.0 kb*GATACACTGCCCTGTGTAAGGGAGCAGCCCTTGTCACATAA *Pparg2 −0.2 kb*GAACAGTGAATGTGTGGGTCACTGACTGAGAGCCAGTTGTGA *Pparg2 +0.5 kb*GTGAGCATTTCAGAACACTTGGGCCTGAAGAAGAACAGAAATTCTAC *Negative control*TGGTAGCCTCAGGAGCTTGCATCCAAGATGGGACCAAGCTG *Myog*GGGTCTCTTCCTCTTACCCGATACCTTGCTGGCCATGGAC *Iqck*GAAACAAAGCCTTCCCATCCTCCTTTCTTGCTGTGGCTTC *Cav2*CTCAGAAAAGGCAGGGAAAGCCCAGTCATGACAACACCAA *Fabp4 -10,000 bp*CCATGAGGAAATTCGCTACACCCTTCCACCCTTATCTCACAC *Fabp4 −5500 bp*GAGAGCAAATGGAGTTCCCAGATTGGGCTGTGACACTTCCAC *Fabp4 −200 bp*CATTGCCAGGGAGAACCAATCCTTCATGACCAGACCCTGT *Fabp4 +500 bp*CAGGTGAACCCGCAAGAAAGGCTTGGCAAAGAAGGCCAC

Transfection, immunoprecipitation, and immunoblot analysis {#s4-4}
----------------------------------------------------------

HEK293T cells were transfected by the calcium phosphate method. After 48 hr, the cells were harvested and lysed in a solution containing 50 mM Tris-HCl (pH 7.4), 150 mM NaCl, 1% Triton X-100, leupeptin (10 μg/ml), 1 mM phenylmethylsulfonyl fluoride, 400 μM Na~3~VO~4~, 400 μM EDTA, 10 mM NaF, and 10 mM sodium pyrophosphate. The cell lysates were centrifuged at 16,000×*g* for 20 min at 4°C, and the resulting supernatant was incubated with antibodies for 2 hr at 4°C. Protein A-Sepharose (GE Healthcare, Uppsala, Sweden) that had been equilibrated with the same solution was added to the mixture, which was then rotated for 1 hr at 4°C. The resin was separated by centrifugation, washed 5 times with ice-cold lysis buffer, and then boiled in SDS sample buffer. Immunoblot analysis was performed with primary antibodies, horseradish peroxidase-conjugated antibodies to mouse or rabbit immunoglobulin G (1:20,000 dilutions, Promega Corporation, Madison, WI) and an enhanced chemiluminescence system (ECL, Thermo Fisher Scientific, Rockford, IL). The following primary antibodies were used: anti-FLAG M2 (Sigma--Aldrich), anti-HA (Covance, Princeton, NJ), anti-PPARγ (sc-7273, Santa Cruz Biotechnology, Santa Cruz, CA), anti-TRIM23 (HPA039605, Sigma--Aldrich), anti-β-actin AC15 (Sigma--Aldrich), anti-GAPDH (Ambion, Austin, TX), anti-HDAC1 (10E2, Cell Signaling Technology, Beverly, MA), anti-GST (sc-138, Santa Cruz), anti-Ub (P4D1, sc-8017, Santa Cruz), anti-C/EBPα (sc-61, Santa Cruz), anti-C/EBPβ (sc-150, Santa Cruz) and anti-C/EBPδ (sc-151, Santa Cruz). Nuclear extracts and cytoplasmic S100 fraction were prepared from 3T3-L1 cells according to the method of [@bib10].

Retrovirus expression system {#s4-5}
----------------------------

A complementary DNA encoding mouse *Pparg2* containing an HA-tag at its amino terminus was subcloned into pMX-neo, and cDNAs encoding shRNA-resistant human TRIM23 deletion mutants containing a 3×FLAG-tag at their amino-terminus were subcloned into pMSCV-neo (Takara). The resulting vectors were used to transfect Plat-E cells and thereby generate recombinant retroviruses. 3T3-L1 cells were infected with the recombinant retroviruses and selected in a medium containing G418 (0.4 mg/ml, Nacalai Tesque, Kyoto, Japan).

Measurement of PPARγ transcriptional activity using dual-luciferase {#s4-6}
-------------------------------------------------------------------

Cells were seeded in 24-well plates at 5 × 10^4^ cells per well (HEK293T) and then incubated at 37°C with 5% CO~2~ overnight. The peroxisome proliferator-activated receptor response element firefly luciferase reporter plasmid (PPRE--Luc, a kind gift from Bruce M Spiegelman) and pGL4.74 renilla luciferase (Promega) reporter plasmid were transfected with *Pparg* and/or *TRIM23* expression vectors into HEK293T cells using Fugene HD reagent (Roche, Branchburg, NJ). Transfected cells were incubated in DMEM (Invitrogen) supplemented with 10% charcoal-treated FBS (Equitech-Bio) for 24 hr and then incubated with 2 μM troglitazone for 24 hr and harvested, and firefly luciferase and renilla luciferase mRNA were quantified by real-time PCR.

RNA interference {#s4-7}
----------------

pSUPER-retro-puro vector was purchased from OligoEngine (OligoEngine, Seattle, WA). The sequences of short hairpin RNA (shRNA) oligonucleotides are listed in [Table 1](#tbl1){ref-type="table"} shRNA for a negative control with no significant homology to any known gene sequences in human and mouse genomes was designed according to a previous report ([@bib19a]). Approximately 50% confluent Plat-E cells in 100-mm dishes were transfected with 10 μg pSUPER-retro-puro-shTRIM23-a, shTRIM23-b or control shRNA vector using Fugene HD reagent (Roche). Culture supernatant containing the retrovirus was collected 48 hr after transfection, and retroviral supernatant was added to 3T3-L1 cell lines in 100-mm dishes with polybrene (8 μg/ml; Sigma--Aldrich). Cells were cultured with puromycin (5 μg/ml) for 1 week. Human primary visceral preadipocytes in six-well tissue culture plates (∼3.3 × 10^5^ cells per well) were transfected with 12 nM siRNA targeting human TRIM23 (On-TARGET plus SMART pool, L-006523-00-0005, Dharmacon/Thermo Scientific, Lafayette, CO, USA) or with 12 nM ON-TARGETplus Non-targeting Pool (D-001810-10-20, Dharmacon) using Lipofectamine RNAiMAX Transfection Reagent (Invitrogen).

Cell proliferation assay {#s4-8}
------------------------

Total cell number per dish was counted during a period of 6 days. 3T3-L1 cells were harvested from the 10-cm dish using 0.25% trypsin (Sigma--Aldrich) and 0.1 mM EDTA, and they were resuspended in a condition medium, followed by staining with 0.4% trypan blue (Sigma--Aldrich). Unstained cells were counted under a light microscope.

RNA isolation and real-time PCR {#s4-9}
-------------------------------

Total RNA was isolated from 3T3-L1 cells using an ISOGEN (Nippon Gene, Tokyo, Japan), with removal of contaminating DNA by a TURBO DNA-Free Kit (Invitrogen), and reverse transcription (RT) was performed by ReverTra Ace (Toyobo, Osaka, Japan). The resulting cDNA was subjected to real-time PCR with a StepOne machine and Power SYBR Green PCR master mix (Applied Biosystems, Foster City, CA). The primers used for the amplification are listed in [Table 1](#tbl1){ref-type="table"}. *Gtf2b* transcript was used as an internal control to normalize the mRNA levels of each gene.

In vitro ubiquitination assay {#s4-10}
-----------------------------

Reaction mixtures (each 30 μl) each containing 40 mM HEPES-NaOH (pH 7.9), 60 mM potassium acetate, 1 mM ATP, 5 mM MgCl~2~, 0.5 mM EDTA, 2 mM DTT, E1 (0.1 μg; Enzo Life Sciences, Farmingdale, New York), E2 (0.5 μg of His~6~-UbcH5B or 0.5 μg of His~6~-UbcH5C), ubiquitin (4 μg of HA-Ub or 10 μg of other Ub mutants), TRIM23 (1 μg of His~6~-GST-TRIM23-FLAG or 0.1 μg of TRIM23-FLAG), and PPARγ (1 μg of His~6~-GST-PPARγ or 0.1 μg of PPARγ) were incubated for 2 hr at 30°C. The reaction was terminated by the addition of SDS sample buffer containing 4% 2-mercaptoethanol and heating at 95°C for 5 min. Immunoblot analysis was performed with mouse monoclonal antibodies to Anti-FLAG M2 (Sigma--Aldrich), anti-HA (Covance) and anti-PPARγ (sc-7273, Santa Cruz Biotechnology).

GST pull-down assay {#s4-11}
-------------------

HEK293T cells transiently transfected with plasmids encoding FLAG-PPARγ2 and/or HA-TRIM23 were harvested and lysed. PPARγ2-ubiquitin conjugates were prepared by an in vitro ubiquitination assay. GST pull-down assays were performed according to the instructions of the manufacturer (Glutathione Sepharose 4B, GE Healthcare). Briefly, 5 μg of GST (UBPBio, Aurora, CO, USA), GST-S5a (UBPBio) or GST-HR23B (UBPBio) was bound to Glutathione Sepharose beads (20 μl for each sample) for 1 hr, and the beads were then washed 3 times and resuspended in ice-cold lysis buffer. HEK293T cell lysates or PPARγ2-ubiquitin conjugates were incubated with the beads prebound by GST-tagged proteins for 1 hr at 4°C on a rotating platform. The supernatant was collected as an unbound fraction, and nonspecific binding was removed by washing 5 times with ice-cold lysis buffer. The bound proteins were eluted by 10 mM reduced glutathione. Samples were separated by SDS-PAGE, followed by immunoblotting using indicated antibodies. Equivalent amounts of bound and unbound fractions were loaded in adjacent lanes.

Chromatin immunoprecipitation {#s4-12}
-----------------------------

Cells (1 × 10^6^) were cross-linked with 0.5 M DSG in PBS for 45 min and 1% formaldehyde in PBS for 10 min at room temperature. Cells were resuspended in a hypotonic buffer (10 mM HEPES-NaOH pH 7.9, 1.5 mM MgCl~2~, 10 mM KCl, and 0.5 mM DTT) and were homogenized using a dounce homogenizer. Crude nuclei were lysed in lysis buffer (0.1% SDS, 1% Triton X-100, 10 mM EDTA, 150 mM NaCl, 50 mM Tris-HCl pH 8.0) and were sonicated with a Bioruptor Sonicator (Diagenode, Sparta, NJ) 30 times for 30 s each time at the maximum power setting to generate DNA fragments of ∼150--400 bps. Sonicated chromatin was incubated for 3 hr at 4°C with 5--15 μg of normal IgG or specific antibodies. Antibodies used were as follows: normal rabbit IgG (sc-2027, Santa Cruz), normal mouse IgG (sc-2025, Santa Cruz), anti-Pol II total Rpb1 (F-12, sc-55492, Santa Cruz), anti-C/EBPβ (sc-150, Santa Cruz), anti-C/EBPδ (sc-636, Santa Cruz), anti-PPARγ (sc-1984, Santa Cruz), anti-MED1 (sc-5334, Santa Cruz), H3K4me3 (07-473, EMD Millipore, Billerica, MA, USA), H3K27ac (ab4729, Abcam, Cambridge, MA), H3K9me2 (ab1220, Abcam) and H4K20me1 (ab9051, Abcam). Then protein A agarose (GE Healthcare) preblocked with BSA and salmon sperm DNA (BioDynamics Laboratory, Tokyo, Japan) was added and incubated for 1 hr at 4°C. Beads were washed once with IP buffer (20 mM Tris-HCl pH 8.0, 150 mM NaCl, 2 mM EDTA, 1% Triton X-100), 2 times with high-salt buffer (20 mM Tris-HCl pH 8.0, 500 mM NaCl, 2 mM EDTA, 1% Triton X-100), 2 times with LiCl buffer (250 mM LiCl, 20 mM Tris-HCl pH 8.0, 1 mM EDTA, 1% Triton X-100, 0.1% NP40 and 0.5% NaDOC), and 2 times with TE buffer. Bound complexes were eluted from the beads with 100 mM NaHCO~3~ and 1% SDS by incubating at 50°C for 30 min with occasional vortexing. Crosslinking was reversed by overnight incubation at 65°C. Immunoprecipitated DNA and input DNA were treated with RNase A and Proteinase K by incubation at 45°C. DNA was purified using a QIAquick PCR purification kit (28106, QIAGEN, Valencia, CA) or MinElute PCR purification kit (28006, QIAGEN). Immunoprecipitated and input material was analyzed by quantitative PCR. ChIP signal was normalized to total input.

Formaldehyde-assisted isolation of regulatory elements (FAIRE) {#s4-13}
--------------------------------------------------------------

3T3-L1 cells (1 × 10^6^) were cross-linked, and crude nuclei were isolated and sonicated as described for the ChIP assay ([@bib51]). Samples were centrifuged and DNA in the supernatants was isolated by three extractions with phenol/chloroform/isoamyl alcohol (25:24:1). After the final extraction, the FAIRE samples were reverse cross-linked as described for the ChIP assay. The enrichment of fragmented genomic DNA in the FAIRE samples and input material was analyzed by quantitative PCR. FAIRE signal was normalized to total input.

Statistical analysis {#s4-14}
--------------------

We used the unpaired Student\'s *t* test to determine the statistical significance of experimental data.
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eLife posts the editorial decision letter and author response on a selection of the published articles (subject to the approval of the authors). An edited version of the letter sent to the authors after peer review is shown, indicating the substantive concerns or comments; minor concerns are not usually shown. Reviewers have the opportunity to discuss the decision before the letter is sent (see [review process](http://elifesciences.org/review-process)). Similarly, the author response typically shows only responses to the major concerns raised by the reviewers.

Thank you for sending your work entitled "TRIM23 regulates adipocyte differentiation via stabilizing PPARγ" for consideration at *eLife*. Your article has been favorably evaluated by Fiona Watt (Senior editor), a Reviewing editor, and three reviewers.

The Reviewing editor and the reviewers discussed their comments before we reached this decision, and the Reviewing editor has assembled the following comments to help you prepare a revised submission.

The finding that TRIM23 is a novel regulator of PPARγ, hypothetically through modulating polyubiquitin conjugation is of significant interest and if substantiated would have impact in this field and beyond. The experimental data presented provides a solid framework for how the hypothesis was derived, although [Figure 2](#fig2){ref-type="fig"} alone solidly makes the case. However, the reviewers agree that additional key direct data is required to support the primary claim of the paper. The following two types of experiments are minimally necessary for publication:

1\) What is the actual modification of PPARγ by TRIM23? What are the atypical ubiquitin chains that lead to the effect on PPARγ turnover?

2\) Is ubiquitin conjugation to PPARγ actually mediating the effects observed? There is no direct evidence presented that ubiquitin conjugation to PPARγ by TRIM23 is the mechanism responsible for increased protein stability. There could be a different mechanism by which TRIM23 stabilizes PPARγ. Along these lines, the stabilization of PPARγ by TRIM23 in the K48R and K63R mutant background does not necessarily indicate that atypical ubiquitin conjugation is responsible for the stabilizing PPARγ.

A third point made by the reviewers that you should consider is the lack of data showing the effect of TRIM23 on PPARγ in vivo, although this point, unlike the above two issues, will not be necessary for publication.

10.7554/eLife.05615.020

Author response

1\) What is the actual modification of PPARγ by TRIM23? What are the atypical ubiquitin chains that lead to the effect on PPARγ turnover?

We are grateful to the reviewer for raising this issue. It has been reported that TRIM23 is a putative E3 ubiquitin ligase (Arimoto, K.I. et al., 2010. Proc Natl Acad Sci USA. 107: 15856-15861) and that some TRIM family proteins have SUMO E3 ligase activities (Chu, Y. et al. 2011. Oncogene. 30:1108-1116). Since TRIM23 did not affect SUMOylation of PPARγ ([Figure 6B](#fig6){ref-type="fig"}) and facilitated ubiquitination of PPARγ2 in vivo and in vitro ([Figure 8D, E](#fig8){ref-type="fig"}), we focused on identification of the type of polyubiquitin chains of PPARγ by TRIM23. We performed an in vitro ubiquitination assay to clarify the type of polyubiquitin chain of PPARγ by TRIM23. In this assay, we took advantage of a series of ubiquitin (Ub) derivatives including wild-type Ub (Ub (WT)), methylated Ub (methyl-Ub), Ub (K0) in which all Lys are substituted with Arg, and His~6~-tagged ubiquitin mutants Ub (K0), Ub (K6), Ub (K11), Ub (K27), Ub (K29), Ub (K33), Ub (K48) and Ub (K63) in which the indicated Lys alone is not substituted with Arg ([Figure 9B](#fig9){ref-type="fig"}). Since methylated ubiquitin is unable to form polyubiquitin chains and amino-terminally His~6~-tagging of ubiquitin interferes with linear ubiquitin conjugation, the assay using these mutated Ubs makes it possible to distinguish various types of ubiquitination including monoubiquitination, multi-ubiquitination and polyubiquitination with different chain types.

As shown in [Figure 9B](#fig9){ref-type="fig"}, TRIM23 enhanced ubiquitin conjugation of PPARγ in the presence of Ub (WT), Ub (K0) and His~6~-tagged Ub (K27), indicating that M1 (linear)- and K27-linked polyubiquitin chains were formed by TRIM23. Of note, weak ubiquitination was observed with other mutants of ubiquitin including methyl-Ub, His~6~-tagged Ub (K0), Ub (K6), Ub (K11), Ub (K29), Ub (K33), Ub (K48) and Ub (K63), suggesting that multiple sites of PPARγ were conjugated with these ubiquitin mutants in this assay. Thus, these findings indicate that TRIM23 conjugates M1- and K27-linked polyubiquitin chains to PPARγ (in the subsection headed "TRIM23 mediates atypical polyubiquitin conjugation, leading to reduced recognition by the proteasomal ubiquitin receptor S5a").

Next, we tested the possibility that these atypical ubiquitin chains of PRARγ by TRIM23 lead to the effect on PPARγ turnover. To address this question, we examined whether ubiquitin conjugation to PPARγ by TRIM23 leads to the acquisition of resistance to proteasomal degradation. Recruitment of ubiquitinated proteins to the 26S proteasome is a key step in proteasomal degradation. Several ubiquitin receptors that mediate this process have been identified. Of those, HR23B and S5a/Rpn10 have been shown to play a central role. We performed a GST pull-down assay using GST-tagged HR23B, GST-tagged S5a and HEK293T cell lysates expressing PPARγ and/or TRIM23 ([Figure 9A](#fig9){ref-type="fig"}). Whereas GST-S5a efficiently pulled down ubiquitinated PPARγ in the absence of TRIM23, GST-S5a poorly pulled down ubiquitinated PPARγ in the presence of TRIM23. In contrast, GST-HR23B pulled down ubiquitinated PPARγ from both cells with and those without exogenous expression of TRIM23. These findings suggested that atypically ubiquitinated PPARγ by TRIM23 decreased its recognition by 26S proteasome in a manner dependent on the proteasome subunit S5a/Rpn10, leading to resistance to proteasomal degradation (in the subsection headed "TRIM23 mediates atypical polyubiquitin conjugation, leading to reduced recognition by the proteasomal ubiquitin receptor S5a").

To verify that M1- and/or K27-linked ubiquitination of PPARγ is responsible for reduced recognition by 26S proteasome, we tested whether in vitro ubiquitination of PPARγ by TRIM23 affects its binding to GST-tagged ubiquitin receptors. Consistent with the results shown in [Figure 9A](#fig9){ref-type="fig"}, although GST-HR23B efficiently bound to M1- and K27-Ub conjugates on PPARγ2, GST-S5a poorly pulled down the conjugates ([Figure 9C and 9D](#fig9){ref-type="fig"}) (in the aforementioned subsection).

Collectively, the results show that TRIM23 conjugates M1- and K27-linked polyubiquitin chains to PPARγ in vitro and that PPARγ modified by TRIM23 has decreased recognition by 26S proteasome. Although the precise mechanism remains to be elucidated, these findings suggest that M1- and/or K27-linked polyubiquitin chains to PPARγ acquire resistance to degradation via reduced recognition by 26S proteasome.

*2) Is ubiquitin conjugation to PPARγ actually mediating the effects observed? There is no direct evidence presented that ubiquitin conjugation to PPARγ by TRIM23 is the mechanism responsible for increased protein stability. There could be a different mechanism by which TRIM23 stabilizes PPARγ. Along these lines, the stabilization of PPARγ by TRIM23 in the K48R and K63R mutant background does not necessarily indicate that atypical ubiquitin conjugation is responsible for the stabilizing PPARγ*.

We thank the reviewer for raising this issue. We agree with the reviewer and think that it is very important to show evidence that ubiquitin conjugation to PPARγ by TRIM23 is responsible for increased PPARγ stability. To directly address the question, it is important to clarify whether atypical ubiquitination-resistant PPARγ, in which ubiquitination sites by TRIM23 are mutated, is more unstable in cells. However, there is a technical difficulty in generating a PPARγ mutant, since it is difficult to distinguish the sites conjugated with degradative ubiquitin chains by other E3 ligases and with proteasome-resistant ubiquitin chains by TRIM23. Instead of performing the strategy, we tested the requirement of ubiquitin ligase activity of TRIM23 for adipocyte differentiation. As described in the revised manuscript ([Figure 8F-H](#fig8){ref-type="fig"}), we added shRNA-resistant FLAG-TRIM23 deletion mutants back to TRIM23-knockdown 3T3-L1 cells and differentiated them to mature adipocytes. As expected, even a small amount of wild-type TRIM23 expression rescued lipid accumulation; however, a large amount of TRIM23 ΔRING mutant, in which E3 ubiquitin ligase activity is lacking, failed to rescue lipid accumulation ([Figure 8H](#fig8){ref-type="fig"}). These findings support our idea that ubiquitin conjugation to PPARγ by TRIM23 plays an important role in adipocyte differentiation probably through increased PPARγ stability (in the subsection headed "TRIM23 functions as an E3 ubiquitin ligase for PPARγ2").

To directly address whether atypical ubiquitin conjugation is responsible for the stability of PPARγ, we examined whether ubiquitin conjugation to PPARγ by TRIM23 leads to the acquisition of resistance to proteasomal degradation. As we stated in the response to \#1, we tested whether ubiquitination of PPARγ by TRIM23 affects its binding ability to ubiquitin receptors including Rad23 and Rpn10/S5a. We performed a GST pull-down assay using GST-tagged HR23B, GST-tagged S5a and HEK293T cell lysates expressing PPARγ and/or TRIM23 ([Figure 9A](#fig9){ref-type="fig"}). Whereas GST-S5a efficiently pulled down ubiquitinated PPARγ in the absence of TRIM23, GST-S5a poorly pulled down ubiquitinated PPARγ in the presence of TRIM23. In contrast, GST-HR23B equally pulled down ubiquitinated PPARγ regardless of TRIM23 coexpression. These results indicated that TRIM23-dependent modification of PPARγ in vivo decreased its recognition by 26S proteasome in a manner dependent on the proteasome subunit S5a/Rpn10 (in the subsection headed "TRIM23 mediates atypical polyubiquitin conjugation, leading to reduced recognition by the proteasomal ubiquitin receptor S5a").

Furthermore, we performed a GST pull-down assay using PPARγ ubiquitinated by TRIM23 in vitro. Consistent with the results shown in [Figure 9A](#fig9){ref-type="fig"}, although GST-HR23B efficiently bound to the PPARγ2 M1- and K27-Ub conjugates, GST-S5a poorly pulled down the conjugates ([Figure 9C and 9D](#fig9){ref-type="fig"}). These results indicate that S5a has more stringent selectivity of ubiquitinated target proteins than does HR23B.

Taken together, the results show that the RING domain of TRIM23 was required for adipocyte maturation and that TRIM23-mediated atypical ubiquitinations decreased the recognition of PPARγ by 26S proteasome. These findings suggest that ubiquitination of PPARγ by TRIM23 causes the reduced recognition of PPARγ by 26S proteasome, leading to increased stability of PPARγ.

*A third point made by the reviewers that you should consider is the lack of data showing the effect of TRIM23 on PPARγ in vivo, although this point, unlike the above two issues, will not be necessary for publication*.

We agree with the reviewer and we think that it is important to elucidate the effect of TRIM23 on PPARγ in vivo. TRIM23 KO mice have been generated in Dr. Vaughan's laboratory (Meza-Carmen, V. et al. 2011. Proc Natl Acad Sci USA. 108: 10454-10459). It has been reported that mice lacking the TRIM23/ARD1 gene appeared grossly normal and thus far have presented no obvious pathological phenotype or histopathology of major organs, including the brain, spleen, heart, kidneys, lung, and axial lymph nodes, or problems with breeding. Fatty liver without identified cause appeared in some older KO mice. Dysregulation of PPARγ is linked to severe insulin resistance, and reduced insulin sensitivity plays a major role in the pathogenesis of non-alcoholic fatty liver disease (NAFLD) (Janani, C. et al. 2015. Diabetes Metab Syndr. 9: 46-50; Than, N.N. et al. 2015. Atherosclerosis. 239: 192-202). Since we found that TRIM23 knockdown caused a marked decrease in PPARγ protein abundance in vitro, it is possible that dysregulation of PPARγ is one of the causes of fatty liver in TRIM23 KO mice.
